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Table S1. List of non-neutral variants identified in this study

	PATIENT ID
	EXONa
	DNA CHANGEa
	RNA CHANGE
	PREDICTED PROTEINb
	MUTATION TYPE
	NOVELc
	VARIANT IDd
	CADD-PHRED SCORES
	CLASSIFICATIONe

	NF1-091
	2
	c.204+1G>T
	r.100_204del
	p.(Val34_Met68del)
	substitution
	N
	CS000867
	25.7
	SPLICING IF

	NF1-006
	3
	c.236delT 
	 
	p.(Leu79Tyrfs*6)
	deletion
	N
	CD062204
	32
	FRAMESHIFT

	NF1-021
	3
	c.247_248delC 
	 
	p.(Gln83Serfs*2)
	deletion
	Y
	 
	32
	FRAMESHIFT

	NF1-058
	5
	c.565A>C 
	 
	p.(Lys189Glu)
	substitution
	Y
	 
	25
	MISSENSE

	NF1-099
	8
	c.808C>T
	 
	p.(Gln270*)
	substitution
	N
	CM154902
	38
	NONSENSE

	NF1-030
	9
	c.1022_1023insTT
	 
	p.(Ile342Serfs*35)
	insertion
	N
	CI021463
	32
	FRAMESHIFT

	NF1-196
	12
	c.1283_1284insTA 
	 
	p.(Lys428Asnfs*46)
	insertion
	Y
	 
	34
	FRAMESHIFT

	NF1-144
	12
	c.1389_1390delinsG
	 
	p.(Pro464Argfs*9)
	indel
	Y
	 
	34
	FRAMESHIFT

	NF1-160
	15
	c.1642-7A>G
	r.1642-6_1642insATTCAG
	p.(Glu547_Ala548insIleGlu)
	substitution
	Y
	 
	4.1
	IN FRAME INS

	NF1-078
	17
	c.1855A>T
	 
	p.(Arg619*)
	substitution
	Y
	 
	40
	NONSENSE

	NF1-044
	17
	c.1918dupA
	 
	p.(Thr640Asnfs*9)
	insertion
	Y
	 
	29.1
	FRAMESHIFT

	NF1-002
	18
	c.2002-1del GG
	 
	p.?
	deletion
	Y
	 
	33
	SPLICING FS

	NF1-017
	18
	c.2033_2034insC
	 
	p.(Ile679Aspfs*21)
	insertion
	N
	CI951961
	34
	FRAMESHIFT

	NF1-063
	18
	c.2033_2034insC
	 
	p.(Ile679Aspfs*21)
	insertion
	N
	CI951961
	34
	FRAMESHIFT

	NF1-035
	18
	c.2156duptT
	 
	p.(Arg720Profs*6)
	insertion
	Y
	 
	35
	FRAMESHIFT

	NF1-008
	21
	c.2481_2482insT
	 
	p.(Leu828Phefs*3)
	insertion
	Y
	 
	34
	FRAMESHIFT

	NF1-080
	21
	c.2629_2630delAT 
	 
	p.(Met877Aspfs*28)
	deletion
	Y
	 
	35
	FRAMESHIFT

	NF1-053
	21
	c.2693T>C 
	 
	p.(Leu898Pro) 
	substitution
	N
	CM971042
	26.7
	MISSENSE

	NF1-163
	22
	c.2990G>A
	r.2851-2990del
	p.(Arg997Lys)
	substitution
	N
	LOVD
	24.7
	SPLICING FS

	NF1-062
	23
	c.2991-2A>T
	 
	p.?
	substitution
	Y
	 
	23.9
	SPLICING IF

	NF1-129
	25
	c.3228dupA 
	 
	p.(Val1077Serfs*12)
	insertion
	Y
	
	35
	FRAMESHIFT

	NF1-184
	25
	c.3250C>T
	 
	p.(Pro1084Ser)
	substitution
	N
	CM143367
	24.5
	MISSENSE

	NF1-042
	26
	c.3457_3460delCTCA
	 
	p.(Leu1153Metfs*4)
	deletion
	N
	CD972351
	35
	FRAMESHIFT

	NF1-164
	28
	c.3721C>T
	 
	p.(Arg1241*)
	substitution
	N
	CM000729
	41
	NONSENSE

	NF1-082
	28
	c.3827G>A 
	 
	p.(Arg1276Gln)
	substitution
	N
	LOVD
	34
	MISSENSE

	NF1-103
	30
	c.3916C>T
	 
	p.(Arg1326*)
	substitution
	Y
	 
	40
	NONSENSE

	NF1-049
	30
	c.4084C>T 
	 
	p.(Arg1362*)
	substitution
	N
	CM971046
	42
	NONSENSE

	NF1-137
	30
	c.4084C>T 
	 
	p.(Arg1362*)
	substitution
	N
	CM971046
	42
	NONSENSE

	NF1-200
	30
	c.4110+1G>T 
	 
	p.?
	substitution
	Y
	 
	26.6
	SPLICING FS

	NF1-089
	32
	c.4111-2A>T 
	r.4111-4269del
	p.?
	substitution
	Y
	 
	24.7
	SPLICING IF

	NF1-116
	32
	c.4111-2A>T
	r.4111-4269del
	p.?
	substitution
	Y
	 
	24.7
	SPLICING IF

	NF1-135
	32
	c.4267A>G 
	r.4267A>G
	p.(Lys1423Glu)
	substitution
	N
	CM920506
	28.1
	MISSENSE

	NF1-151
	33
	c.4338delT
	 
	p.(Phe1446Leufs*2)
	deletion
	Y
	 
	34
	FRAMESHIFT

	NF1-114
	34
	c.4426dupT
	 
	p.(Ser1476Phefs*5)
	insertion
	Y
	 
	35
	FRAMESHIFT

	NF1-140
	34
	c.4441_4442insTTGC
	 
	p.(Gly1481Valfs*29)
	insertion
	Y
	 
	35
	FRAMESHIFT

	NF1-143
	35
	c.4515-1G>A
	 
	p.?
	substitution
	N
	CS040851
	26.2
	SPLICING IF

	NF1-111
	35
	c.4613G>A
	 
	p.(Trp1538*)
	substitution
	N
	CM143412
	42
	NONSENSE

	NF1-177
	35
	c.4537C>T
	 
	 p.(Arg1513*)
	substitution
	N
	CM941093
	40
	NONSENSE

	NF1-119
	36
	c.4768C>T 
	 
	p.(Arg1590Trp)
	substitution
	N
	CM971051
	35
	MISSENSE

	NF1-156
	36
	c.4772+1G>T
	 
	p.?
	substitution
	Y
	 
	26.3
	SPLICING IF

	NF1-149
	38
	c.5453delT
	 
	p.(Ile1818Thrfs*24)
	deletion
	N
	CD982827
	35
	FRAMESHIFT

	NF1-198
	38
	c.5546+5G>A
	 
	p.?
	substitution
	N
	CS076638
	10.3
	SPLICING FS

	NF1-072
	38
	c.5667dupT 
	 
	p.(Ile1890Tyrfs*2)
	insertion
	N
	LOVD
	35
	FRAMESHIFT

	NF1-207
	40
	c.5839delC
	 
	p.(Arg1947Aspfs*11)
	deletion
	Y
	 
	35
	FRAMESHIFT

	NF1-121
	40
	c.5941C>T 
	 
	p.(Gln1981*)
	substitution
	Y
	 
	45
	NONSENSE

	NF1-131
	43
	c.6365-1G>T
	 
	p.?
	substitution
	Y
	 
	24.4
	SPLICING FS

	NF1-104
	44
	c.6624G>A
	 
	p.(Trp2208*)
	substitution
	N
	CM950850
	44
	NONSENSE

	NF1-097
	45
	c.6687_6689delTGT 
	 
	p.(Val2230del)
	deletion
	Y
	 
	35
	IN FRAME DEL

	NF1-124
	45
	c.6687_6689delTGT 
	 
	p.(Val2230del)
	deletion
	Y
	 
	42
	IN FRAME DEL

	NF1-108
	45
	c.6709C>T 
	 
	p.(Arg2237*)
	substitution
	N
	CM000815
	23.2
	NONSENSE

	NF1-197
	45
	c.6755A>G
	 
	p.(Lys2252Arg)
	substitution
	N
	CM143467
	9.4
	MISSENSE

	NF1-088
	45
	c.6756+3A>G
	 
	p.?
	substitution
	N
	CS031795
	26.5
	SPLICING FS

	NF1-171
	47
	c.6999+1G>T
	 
	p.?
	substitution
	N
	CS1512941
	23.5
	SPLICING IF

	NF1-077
	49
	c.7127-1G>C
	 
	p.?
	substitution
	Y
	 
	42
	SPLICING IF

	NF1-076
	54
	c.7846C>T
	 
	p.(Arg2616*)
	substitution
	N
	CM950853
	36
	NONSENSE

	NF1-162
	55
	c.7981delC
	 
	p.(His2661Metfs*57)
	deletion
	Y
	 
	42
	FRAMESHIFT

	NF1-070
	 1-58
	Deletions of exons 1-58
	 
	p.?
	gross del
	N
	 
	
	GROSS REARR

	NF1-133
	 12-29
	Deletions of exons 12-29
	 
	p.?
	gross del
	Y
	 
	
	GROSS REARR



In italics, the variants identified in the patients not fulfilling the NIH clinical criteria. For all the variants listed there was no 1000genome frequency available while in the ExAC database the variants with frequency were the following (frequency in parenthesis): c.204+1G>T (4.065e-6), c.3827G>A (3.611e-6), c.4084C>T (4.063e-6), c.4537C>T (8.126e-6), c.4768C>T (4.067e-6). 
a.	reference sequence NM_000267.3, 
b.	reference sequence NP_000258.1
c.	In this column is indicated whether the identified variant is novel (Y=yes) or has been previously reported (N=no)
d.	Variant ID as reported in HGMD
e.	FRAMESHIFT=all out of frame insertions, deletions or indels; SPLICING IF=mutation predicted to lead to in frame exon skipping; SPLICING FS=mutation predicted to lead to out of frame exon skipping

Table S2. Tabular data relative to figure 5

	MUTATION
	PROTEIN
	MUTASSESSOR SCORE
	ALAMUT VISUAL CUMULATIVE AVERAGE SCORE

	c.62T>C
	Leu21Pro
	2,495
	-3%

	c.62T>G
	Leu21Arg
	2,495
	1%

	c.479G>T
	Arg160Met
	2,445
	-43%

	c.479G>C
	Arg160Thr
	2,445
	-36%

	c.887A>G
	Lys296Arg
	1,635
	-21%

	c.1062G>C
	Lys394Asn
	1,52
	-56%

	c.1720A>C
	Ser574Arg
	2,25
	-54%

	c.1720A>G
	Ser574Gly
	1,56
	-66%

	c.1720A>C
	Ser574Arg
	1,56
	48%

	c.1721G>A
	Ser574Asn
	1,905
	-83%

	c.1846C>G
	Gln616Glu
	1,1
	-100%

	c.2252G>T
	Gly751Val
	2,35
	-38%

	c.2851G>T
	Val951Phe
	2,8
	-15%

	c.2990G>C
	Arg997Thr
	2,955
	-27%

	c.2992T>G
	Tyr998Asp
	3,135
	-25%

	c.3114G>T
	Arg1038Ser
	3,27
	-23%

	c.3197G>A
	Arg1066Lys
	1,885
	-63%

	c.3494T>C
	Ile1165Thr
	2,14
	5%

	c.3497G>A
	Gly1166Lys
	0,855
	-17%

	c.3974G>A
	Arg1325Lys
	0,535
	-71%

	c.3974G>C
	Arg1325Thr
	2,485
	-78%

	c.4269G>T
	Lys1423Asn
	3,8
	-57%

	c.4267A>C
	Lys1423Gln
	3,455
	21%

	c.4267A>G
	Lys1423Glu
	3,8
	20%

	c.4367G>C
	Arg1456Thr
	1,155
	-44%

	c.6364G>A
	Gly751Val
	2,35
	-38%


The values in this table are those present in table 5 for MutAssessor. The cumulative Alamut Visual scores are the average between the scores returned by the five independent algorithms included in Alamut Splicing Module. When algorithms predicted a splicing site abrogation or a splicing site creation these were considered equal to -100% and 100%, respectively.
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